It has been proposed that pain competes with other attention-demanding stimuli for cognitive resources and many chronic pain patients display significant attention and mental flexibility deficits. These alterations may result from disruptions in functioning of the default mode network (DMN) which plays a critical role in attention, memory, prospection and selfprocessing and recent investigations have found alterations in DMN function in multiple chronic pain conditions. Whilst it has been proposed that these DMN alterations are a characteristic of pain that is chronic in nature, we recently reported altered oscillatory activity in the DMN during an acute, 5 minute noxious stimulus in healthy control subjects. We therefore hypothesise that altered DMN activity patterns will not be restricted to those in chronic pain but instead will also occur in healthy individuals during tonic noxious stimuli. We used functional magnetic resonance imaging to measure resting state infra-slow oscillatory activity and functional connectivity in patients with chronic orofacial pain at rest and in healthy controls during a 20-minute tonic pain stimulus. We found decreases in oscillatory activity in key regions of the DMN in patients with chronic pain as well as in healthy controls during tonic pain in addition to changes in functional connectivity between the posterior cingulate cortex and areas of the DMN in both groups. The results show that similar alterations in DMN function occur in healthy individuals during acute noxious stimuli as well as in individuals with chronic pain. These DMN changes may reflect the presence of pain per se and may underlie alterations in attentional processes that occur in the presence of pain.
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INTRODUCTION:
Chronic pain is a disease state with an enormous socioeconomic burden. Whilst most investigations focus on understanding the underlying pathophysiology of chronic pain largely centers on sensory aspects, many chronic pain patients also report significant alterations in their sleep-wake cycle, family and social relations and cognitive function (Iverson and McCracken, 1997; Smith-Seemiller et al., 2003) . It has been proposed that chronic pain is attention demanding, competing with other attention-demanding stimuli for cognitive resources (Eccleston and Crombez, 1999) . Indeed, individuals with chronic pain display attention deficits occur in chronic pain conditions (Eccleston, 1994; Grisart and Van der Linden, 2001; Van Damme et al., 2010) and significant associations between chronic pain and sustained attention and mental flexibility have been reported (Karp et al., 2006; Sjogren et al., 2000; Verdejo-Garcia et al., 2009) .
One cortical network that is thought to be involved in higher order functions is the default mode network (DMN). This network consists of a set of regions that are functionally highly connected and include the medial prefrontal cortex (mPFC), posterior cingulate cortex (PCC), inferior parietal cortex (IPC) and precuneus Shulman et al., 1997) . This network was firstly shown to be more active during passive task conditions than during numerous goal-directed tasks. More recently it has been hypothesized that in addition to a role in memory, prospection and self-processing (Cavanna and Trimble, 2006; Spreng and Grady, 2010) , all of which require a continuous level of background activity, the DMN also may act as a sentinel by monitoring the external environment (Buckner et al., 2008) .
Some recent investigations using resting state functional magnetic resonance imaging (fMRI) have reported significant changes in DMN function in many chronic pain conditions (Baliki et al., 2008; Baliki et al., 2014; Letzen et al., 2013; Napadow et al., 2012; Tagliazucchi et al., 2010) . These studies clearly show that chronic pain is associated with altered DMN dynamics and it has been strongly suggested that chronic pain reorganizes "the dynamics of the DMN and as such reflect the maladaptive physiology of different types of chronic pain." (Baliki et al., 2008) . Whilst this may be true, acute pain in a healthy, non-
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A C C E P T E D M A N U S C R I P T 5 chronic pain individual is unquestionably attention demanding, competing with other attention-demanding stimuli for cognitive resources. Though Seminowicz and Davis (Seminowicz and Davis, 2007a) found little effect of acute pain on cognitive performance, this lack of effect might be due to the short stimulus duration (14 seconds). Indeed, there is considerable brain imaging evidence showing that pain and cognitive-related brain activities interact possibly due to similar neural circuitries (Bantick et al., 2002; Petrovic et al., 2000; Remy et al., 2003; Valet et al., 2004) .
In a separate investigation, Seminowicz and Davis also found that whilst performing an attention-demanding cognitive task during acute noxious stimuli, activity in the DMN was anti-correlated (one signal increased whilst the other decreased) to activity in a task-positive network and that these networks were operating at a frequency between 0.03-0.08Hz (Seminowicz and Davis, 2007b) . Curiously, although not the focus of the investigation, we recently reported significant decreases in oscillatory power in areas of the DMN during a 6 minute muscle pain stimulus in healthy control subjects (Alshelh et al., 2016) . Although we did not explore these oscillation decreases in detail, given the evidence presented above, it is possible that altered DMN dynamics do not represent a maladaptive response to chronic pain but instead also occur during acute pain stimuli in healthy controls; these acute pain stimuli simply need to be of long enough duration to allow for reliable detection. The aim of this study is to use resting state fMRI to investigate infra-slow oscillations and connectivity within the DMN in individuals with chronic orofacial neuropathic pain and in healthy individuals during tonic orofacial pain. We hypothesize that altered DMN activity patterns will not be restricted to those in chronic pain but will also occur in healthy individuals during tonic noxious stimuli.
MATERIALS AND METHODS:
Subjects:
Forty-three subjects with chronic orofacial neuropathic pain (32 females; mean age 47.3±2.3 years [±SEM]) and 57 pain-free controls (35 females; mean age 43.4±1.7 years)
were recruited for the study. There was no significant difference in age (t-test; p=0.08) or gender composition (chi-squared test, p=0.25) between groups. All chronic pain subjects were diagnosed using the Liverpool criteria as having post-traumatic trigeminal neuropathy (Nurmikko and Eldridge, 2001) .
During the seven days prior to the MRI session, each chronic pain subject kept a pain diary recording the intensity of their on-going pain, three times a day using a 10cm horizontal visual analogue scale (VAS) with 0 indicating "no pain" and 10 indicating "the most intense imaginable pain". These pain intensity scores were then averaged over the 7-day period to create a mean diary pain intensity score. On the day of the MRI scanning, each chronic pain subject outlined the location of their on-going pain on a standard drawing of the head, completed a McGill Pain Questionnaire and listed their current medication use.
Informed written consent was obtained for all procedures according to the Declaration of Helsinki and the study was approved by our local Institutional Human Research Ethics
Committees. Data from 27 of the 43 chronic pain subjects were used in previous investigations (Alshelh et al., 2016; Gustin et al., 2011; Henderson et al., 2013; Wilcox et al., 2015) .
MRI Acquisition:
All subjects lay supine on the bed of a 3 Tesla MRI scanner (Philips, Achieva) with their head immobilized in a tight-fitting head coil. With each subject relaxed and at rest, a series of 180 gradient echo echo-planar functional MRI image volumes using BOLD contrast were collected. Each image volume contained 35 axial slices covering the entire brain (repetition time=2000ms; echo time=30ms, flip angle=90°, raw voxel size=3x3x4mm). In each subject, a high-resolution 3D T1-weighted anatomical image set, covering the entire brain, was collected (turbo field echo; repetition time=5600ms; echo time=2.5ms, flip angle=8º, raw voxel size 0.87mm 3 ).
In 16 of the 57 control subjects (5 females, age 24.9±1.2 years) a tonic pain stimulus was delivered. A catheter connected to a syringe filled with hypertonic saline (5%) was
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A C C E P T E D M A N U S C R I P T 7 placed into the right masseter muscle midway between its upper and lower borders. The catheter was attached to an infusion pump with a 10 ml syringe placed outside the scanner room. With the subject relaxed, 500 gradient echo echo-planar fMRI image volumes using BOLD contrast were collected over a 25-minute period. Each image volume contained 42 axial slices covering the entire brain (repetition time=3000ms, echo time=30ms, flip angle=90°, raw voxel size=1.5x1.5x4mm). Following a 5-minute baseline period (100 fMRI volumes), a 0.2ml bolus of hypertonic saline was injected into the masseter muscle followed by a continuous infusion for the remaining 20 minutes. During the infusion we aimed to keep a moderate pain intensity of approximately 5 out of 10. This was achieved by instructing each subject to push a buzzer once if the pain fell below 5 and twice if it increased above 5, and the infusion rate was adjusted accordingly to maintain the pain intensity at 5 out of 10.
Following the scan, each subject was asked to rate the average pain during the scan on a 10cm horizontal VAS, outline the location of the pain on a standard drawing of the head and complete a McGill Pain Questionnaire describing the qualities of the pain.
MRI Analysis:
Overall changes in infra-slow oscillatory power:
Using SPM12 (Friston et al., 1995) , all fMRI images were motion corrected, global signal drifts removed using the detrending method described by Macey and colleagues (Macey et al., 2004) , spatially normalized to the Montreal Neurological Institute (MNI) template, and spatially smoothed using a 6mm full-width-half-maximum Gaussian filter. In no subject was there significant movement (greater than 0.5mm in any direction). Furthermore, comparison of the mean movement in 6 directions (X, Y, Z, roll, yaw, tilt) revealed no significant differences between chronic pain and control groups (p>0.05, two-sample t-test, Bonferroni corrected for multiple comparisons) or between the baseline and pain periods in the tonic pain group (p>0.05, paired t-test, Bonferroni corrected for multiple comparisons).
Identifying the default mode network using independent components analysis:
To identify the DMN we used ICA on the control (n=57), chronic pain (n=43) and tonic pain (n=16) groups using the Group ICA toolbox (Calhoun et al., 2001) . This technique can extract independent sources of activity within a recorded mixture of sources and can therefore detect various networks (Brown et al., 2001; Frigyesi et al., 2006) . Using the Infomax ICA algorithm, we estimated 20 independent component maps in which signal intensity within multiple regions covaried. All components were displayed (p<0.05, false discovery rate corrected for multiple comparisons with a minimum of 10 contiguous voxels) and for each group, the component map that included the major regions that define the DMN such as the medial prefrontal cortex, inferior parietal cortex, precuneus and posterior cingulate cortex was selected. The DMN component map for each of the three groups were then added together to create a single DMN mask which was used in further analyses.
Voxel-by-voxel infra-slow frequency amplitude analysis:
To explore regional differences in infra-slow oscillation (ISO) power we used the SPM toolbox REST (Song et al., 2011) to calculate the sum of amplitudes of low frequency fluctuations (ALFF) in the frequency band 0.03-0.06Hz. We also divided these ALFF values by total power over the entire frequency range to obtain fractional ALFF (fALFF) values for each voxel. Significant differences within the DMN between control and chronic pain subjects were then determined using a two-sample random-effects procedure with age and gender added as nuisance variables (p<0.05, false discovery rate corrected for multiple comparisons, minimum 10 contiguous voxels). For each of the comparisons, ALFF and fALFF values from significant clusters were extracted from the control and chronic pain groups and plotted. The effect of pain intensity and pain duration was determined by comparing its relationship with 0.03-0.06Hz power in significant clusters in chronic pain subjects (p<0.05, Bonferroni corrected for the number of correlations examined). The effects of medication on infra-slow oscillations were determined by comparing 0.03-0.06Hz power in each significant cluster in chronic pain subjects taking analgesic medications (n=16) with those not taking medication
For the tonic pain group, ALFF power was calculated for the baseline and tonic pain periods and significant differences within the DMN were determined using a paired random effects procedure (p<0.05, false discovery rate corrected for multiple comparisons, minimum 10 contiguous voxels). These comparisons were made between the baseline period (100 volumes) and each of the four 5-minute periods (100 volumes each) during the tonic pain period. Using the significant clusters derived from the baseline versus the first 5-minute pain period, ALFF values were extracted from the baseline and each of the 5-minute pain periods and plotted. Significant differences between baseline and pain periods were then determined (paired t-test, p<0.05, Bonferroni corrected for multiple comparisons). In addition, for each significant cluster, the percentage change in signal intensity relative to the baseline period was calculated for each of the four 5-minute pain periods in each subject and plotted.
Significant differences between signal intensity during the baseline and each of the pain periods were determined (paired t-test, p<0.05, Bonferroni corrected).
Voxel-by-voxel functional connectivity analysis:
Results from the infra-slow frequency analysis revealed an area of the posterior cingulate cortex (PCC) in which both chronic and tonic pain groups displayed significant decreases in infra-slow frequency amplitude relative to controls and baseline, respectively.
This PCC region was used as a "seeding area" to assess the effects of pain on PCC functional connectivity within the DMN. For the control and chronic pain groups, PCC signal intensity was extracted for each subject and the strength of covariation between this signal and each voxel within the DMN was determined. Cerebrospinal fluid signal intensity, calculated as the average signal intensity of a 4mm diameter sphere placed in the 4 th ventricle in each individual subject, in addition to the 6-direction movement parameters derived from the realignment step, were included as nuisance variables. Comparisons of PCC resting connectivity strength between controls and chronic pain subjects were determined using a two-group random effects analysis. For the tonic pain group, differences
in PCC connectivity strength between the baseline and each of the tonic pain periods were determined using paired random effects analysis. For each of these analyses, following an initial threshold of p<0.001 with a minimum cluster extent of 10 contiguous voxels, we used cluster correction to correct for multiple comparisons (p<0.05, Bonferroni corrected for the number of voxels in each cluster). For the chronic pain analysis, functional connectivity values were extracted from each significant cluster and plotted. The effect of pain intensity and pain duration was determined by comparing its relationship with PCC connectivity strengths in significant clusters in chronic pain subjects (p<0.05, Bonferroni corrected for the number of correlations examined). For the tonic pain analysis, PCC connectivity strength values were extracted from each significant cluster for the baseline and each of the 5-minute pain periods and plotted. Significant differences between baseline and each pain period were then determined (paired t-test, p<0.05, Bonferroni corrected).
RESULTS
Subject characteristics:
The mean (±SEM) diary pain of the chronic pain group was 3.8±0.4 and the mean VAS scores for the tonic pain group was 4.8±0.3. Both chronic and tonic pain groups reported pain encompassing the maxillary and mandibular distributions of the trigeminal nerve, although the chronic pain subjects generally reported a wider spread of on-going pain that often included the ophthalmic trigeminal division ( Figure 1A ). Furthermore, 29 of the chronic pain subjects reported left sided only pain, and 14 right side only. Chronic pain subjects most often described their on-going pain as "shooting", "throbbing" and "nagging", and similarly the tonic pain was described as "throbbing", "annoying" and "nagging" ( Figure   1B ). The mean pain duration of the chronic pain group was 6.0±0.9 years and 16 of the 
Voxel-by-voxel infra-slow frequency amplitude analysis:
Chronic pain:
A comparison of infra-slow oscillation power between 0.03-0.06Hz revealed significantly reduced power in chronic pain subjects in multiple regions of the DMN ( Figure   3A , Table 1A ). That is, decreased power occurred in the region encompassing the Figure 3C ). In no region of the DMN was power greater in chronic pain subjects compared with controls. ALFF and C) mean±SEM fALFF in controls and chronic pain groups for significant clusters. ‡ significant differences derived from the voxel-by-voxel random effects analysis (p<0.05, false discovery rate corrected).
In no region was either ALFF or fALFF power significantly correlated to diary pain A comparison of infra-slow oscillation power during tonic pain with baseline revealed significant reductions in the same DMN regions as those that occurred in individuals with chronic pain ( Figure 4A , Table 1B ). That is, decreased power occurred in the region of the precuneus (mean±SEM 0.03-0.06Hz ALFF: baseline: 1.59±0.07, 1 st 5mins tonic pain: 1.22±0.05, 4 th 5 mins: 1.14±0.07). In the precuenus and PCC, the significant reduction in
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15 power was sustained for the tonic pain period, whereas in the IPC and mPFC the power reductions were transient and returned to baseline by the 3 rd 5-minute pain period. The reduction in infra-slow oscillation power within the precuneus and PCC was accompanied by significant signal intensity increases that were sustained for the tonic pain period (mean±SEM %signal intensity increase: precuneus: 
Functional connectivity of PCC:
The PCC region that displayed decreased infra-slow oscillation power in both the chronic and tonic pain groups and also a sustained increase in signal intensity during tonic Figure 5B , Table 1B ).
These significant reductions in PCC connectivity were sustained for the entire tonic pain period. In no DMN region was PCC connectivity strength greater during tonic pain compared with baseline. 
DISCUSSION
Consistent with our overall hypothesis, we found that DMN functional properties were significantly altered in both subjects with chronic pain and in healthy individuals during tonic painful stimuli. Indeed, we found decreased ISO power in both chronic pain and tonic pain groups over most of the DMN, including in the precuneus, PCC, IPC and mPFC.
Additionally, in healthy controls, tonic pain evoked sustained ISO decreases in the precuneus and PCC which were associated with sustained overall signal intensity increases.
Finally, both chronic and tonic pain groups displayed significant reductions in PCC connectivity within the DMN, and these changes were sustained for the entire pain period in the tonic pain group.
Consistent with previous investigations we found altered DMN dynamics in individuals with chronic pain (Baliki et al., 2008; Baliki et al., 2014; Letzen et al., 2013; Loggia et al., 2013; Napadow et al., 2012; Tagliazucchi et al., 2010) . Although in one of these previous studies, ISOs were investigated and no significant differences at low frequencies (0.01-0.05Hz) were found within the DMN (Baliki et al., 2014) , ISO power was averaged over the entire DMN network, which would eliminate the opportunity of finding changes within discrete regions of the DMN. More importantly, we found that similar DMN changes to those in chronic pain subjects also occurred in healthy individuals during a tonic noxious stimulus. Both chronic and tonic pains were associated with reduced ISOs within multiple regions of the DMN, including the precuneus, PCC, mPFC and IPC. This clearly indicates that DMN functional changes are not a unique characteristic of chronic pain but instead likely represent the presence of pain itself. It has been proposed that ISO activity is a fundamental property of brain function that is maintained by adenosine receptor-mediated signalling (Hughes et al., 2011; Lorincz et al., 2009) . Adenosine is likely released by astrocytes since they can display spontaneous intracellular infra-slow calcium oscillations (Parri and Crunelli, 2001) , are responsive to glutamate and acetylcholine, and a link between adenosine and infra-slow oscillatory activity has been demonstrated in the cortex
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20 (Cunningham et al., 2006) . Whilst we have previously speculated that increased ISO activity in the ascending pain pathways of chronic orofacial pain patients results from astrocyte activation (Alshelh et al., 2016; Henderson and Di Pietro, 2016) , what ISO power reductions represent is unclear.
The rapid nature of the ISO decreases during tonic pain suggests that they do not result from astrogliosis. During tonic pain, decreased ISOs were sustained for the entire 20 minute pain period in the precuneus and PCC, two regions which also displayed sustained increases in overall signal intensity. In contrast, ISOs within the inferior parietal cortex and mPFC were transient, and overall signal intensity in these two regions did not change.
Similarly, we have previously shown that chronic orofacial pain is associated with increased on-going activity in the DMN as indicated by increased cerebral blood flow in the DMN, particularly within the precuneus (Youssef et al., 2014) . These data suggest that within the DMN, decreased ISOs are coupled with overall activity increases which together may result from increased afferent drive rather than longer-term changes mediated by mechanisms such as astrogliosis. As mentioned above, Seminowicz and Davis found that during an attention-demanding cognitive task in the presence of acute pain, the DMN and task-positive networks displayed anti-correlated ISO fluctuations within a similar frequency range as those explored in this study (Seminowicz and Davis, 2007b) . This further supports the notion that changes in ISO power may represent a fundamental property of brain function.
In addition to altered ISO and overall activity levels, we found that both chronic and tonic pain groups displayed decreased PCC connectivity strengths with other DMN regions.
Decreased PCC connectivity with the mPFC and IPC occurred in both chronic and tonic pain groups and also with the precuneus in chronic pain subjects. These decreases are consistent with previous studies reporting decreased DMN connectivity in individuals with chronic back pain, complex regional pain syndrome and osteoarthritis (Baliki et al., 2014) , although in individuals with temporomandibular disorder, DMN connectivity strengths reportedly increase (Kucyi et al., 2014) . The PCC is a key neural hub in the DMN (Fransson and Marrelec, 2008) and is activated during the regulation of attention  A C C E P T E D M A N U S C R I P T cognitive impairment (Liang et al., 2008; Minoshima et al., 1997; Valla et al., 2001) . Since there is evidence of decreased connectivity between the PCC and other DMN areas such as the precuneus in attention deficit hyperactivity disorder, a condition characterised by a reduced ability in paying attention (Castellanos et al., 2008; Katya Rubia et al., 2005; Uddin et al., 2008) , it is possible that reduced PCC connectivity during pain also underlies an altered ability to attend to particular tasks.
If as hypothesised, the DMN is acting as a sentinel by monitoring the external environment (Buckner et al., 2008) , ISO and connectivity changes within the DMN may underpin such monitoring during pain and reduce the ability of other stimuli to attract an individual's attention away from the pain. Indeed, connectivity strength within the DMN in chronic pain subjects is correlated to pain rumination, a measure of an individual's continual focus on their pain and its potential negative outcomes (Kucyi et al., 2014) . Consistent with this previous study, we did not find any significant relationships between either ISO power or PCC connectivity strengths with either on-going pain intensity or pain duration in chronic pain subjects. However, others have reported relationships between DMN connectivity and ongoing pain intensity and duration and there is evidence that connectivity strengths between the DMN and areas such as insular cortex are related to the on-going pain intensity in individuals with chronic lower back pain (Loggia et al., 2013) and also in those with fibromyalgia (Napadow et al., 2012) . These data raise the prospect that differences in the relationships between DMN connectivity and clinical pain variables may depend on the specific type of pain investigated, the modality and/or analysis of the acquired data or the specific circuitry examined. Our study does however, show that DMN changes occur during experimentally applied painful stimuli in healthy controls, suggesting that it is the presence of pain per se that is more likely responsible for such DMN changes. Furthermore, it is curious that this decreased DMN connectivity strength is coupled to decreased ISO power raising the prospect that DMN functional coupling at rest is significantly influenced by signal coupling within the 0.03-0.06Hz range. Maneuvers also disrupted the DMN-pgACC connectivity, which at baseline was anticorrelated with pain. Finally, baseline DMN connectivity predicted maneuver-induced changes in both pain and DMN-rINS connectivity. Our results support the use of arterial spin labeling to evaluate clinical pain, and the use of resting DMN connectivity as a potential neuroimaging biomarker for chronic pain perception.
One limitation of this study is that during the tonic pain experiment, we asked each subject to indicate when deviations from the target pain intensity percept occurred. Although this could have introduced a potential motor confound, given that most subjects indicated a deviation no more than 5 times over the course of the entire 20 minute pain period, we suggest that this potential for such a confound is negligible. Furthermore, we did not measure behavioural changes such as changes in cognitive or attention-demanding tasks, particularly in the tonic pain group. Future investigations could explore the effect of changes in DMN function evoked by both tonic and chronic pain.
CONCLUSIONS
We have found that altered DMN dynamics is not unique to chronic pain but also occurs during tonic pain in healthy controls. Both chronic and tonic pains are attention 
